To investigate whether there is a sex difference in exercise induced muscle damage.
Results
Patella tendon stiffness and Vastus Lateralis fascicle lengthening were significantly higher in males compared to females (p<0.05). There was no sex difference in isometric torque loss and muscle soreness post exercise induced muscle damage (p>0.05). Creatine Kinase levels post exercise induced muscle damage were higher in males compared to females (p<0.05), and remained higher when maximal voluntary eccentric knee extension torque, relative to estimated quadriceps anatomical cross sectional area, was taken as a covariate (p<0.05).
Conclusion
Based on isometric torque loss, there is no sex difference in exercise induced muscle damage. The higher Creatine Kinase in males could not be explained by differences in maximal voluntary eccentric knee extension torque, Vastus Lateralis fascicle lengthening and patella tendon stiffness. Further research is required to understand the significant sex differences in Creatine Kinase levels following exercise induced muscle damage.
Introduction
It is well established that unaccustomed eccentric exercise causes exercise induced muscle damage (EIMD). Although there remains no conclusion on the initial events leading to EIMD (direct damage to sarcomeres, or the Excitation-Contraction coupling process), the high stress and strain of eccentric contractions are associated with subsequent increases in markers of EIMD [1, 2] . The degree of EIMD has been quantified using both direct (e.g. muscle biopsies) and indirect techniques [3, 4] . Due to the invasive procedure and the small sampling area of muscle biopsies however, indirect techniques are more common [4] . A reduction in maximal isometric torque following EIMD has been reported as the most valid indirect marker of EIMD [3] ; although, a change in range of motion, muscle soreness, and the detection of intramuscular enzymes (e.g. Creatine Kinase (CK)) in venous blood, are frequently reported as indirect markers of EIMD [3] .
Within animals, EIMD is reported to be significantly higher in males compared to females [5] . Within human research however, the evidence is not as compelling with findings that support [6] [7] [8] [9] [10] , or refute [11] [12] [13] [14] sex differences in EIMD. In support of no sex difference in EIMD, Stupka, Lowther (12) showed that following repeated maximal leg press and leg extensions, there were similar amounts of Z-line streaming and CK between males and females. Whereas, Joyce, Sabapathy (9) and Sewright, Hubal (7) reported CK to be significantly higher in males compared to females following a high volume of eccentric contractions. In contrast, following a 30 minute single leg eccentric step exercise protocol, Fredsted, Clausen (10) reported CK and maximal torque loss to be significantly lower in males compared to females. The aforementioned discrepancies may be attributed to differences in exercise volume [15] and/or different muscle architecture and tendon properties, for example in the elbow flexors compared to the knee extensors [16] .
Previous literature has alluded to the tendon potentially acting as a mechanical buffer during eccentric contractions [17, 18] . Using Hill's three element muscle model, Lichtwark and Wilson [19] found during the stance phase of walking, increasing Achilles tendon stiffness augmented fascicle lengthening despite total muscle tendon unit lengthening remaining constant.
In agreement, we [20] have previously attributed greater Vastus Lateralis fascicle lengthening during a single bout of eccentric contractions in males, to a significantly higher Young's Modulus of the patella tendon compared to females. Thus the males experienced significantly higher levels of fascicle lengthening, which, as a determinant of EIMD in vitro (albeit in animals [2] ), may explain higher levels of EIMD previously reported in males. However, any sex difference in fascicle lengthening, tendon properties and EIMD in vivo remains to be confirmed experimentally.
Within humans a sex difference in EIMD remains equivocal, furthermore, a physiological explanation for the potential differences has yet to be reported. Therefore, the aims of this current study were twofold: firstly, to establish whether there is a sex difference in EIMD, when difference in muscle size is accounted for. Secondly, dependent on the outcome of the first aim, to establish whether tendon stiffness may explain the potential sex difference in EIMD.
Materials and Methods Subjects
11 males (21.1 ± 1.6 years of age, 72.0 ± 7.5 kg and 176 ± 6 cm) and 11 females (21.4 ± 1.6 years of age, 63.0 ± 5.8 kg and 165 ± 8 cm) signed written informed consent to participate in this study. All participants self-reported as being recreationally active (undertaking no more than 1 hour of "moderate" physical activity per week) and did not take part in any structured resistance training. None of the female participants had ever used any form of oestrogen-based contraception. All women reported regular menstrual cycles, documenting an average cycle length of 28 ± 1 days. Females were tested on the 14 th day (self-reported) of the menstrual cycle to measure oestrogen levels at ovulation [21] . All procedures complied with the Declaration of Helsinki and ethical approval was obtained through the local ethics committee board at Manchester Metropolitan University [22] . Exclusion criteria included any resistance training in the last six months, occupation or lifestyle that required regular heavy lifting or carrying, any known muscle disorder, the use of dietary supplements (i.e. vitamin e), and any musculoskeletal injury in the last three months. Further exclusion criteria for female participants included, irregular menstrual cycles (where regular cycles were defined as 24-35 days) in the last 12 months, and pregnant in the year preceding inclusion in the present study. All inclusion and exclusion criteria were determined through participant questionnaire prior to inclusion within this study.
Testing protocol
Participants attended the laboratory on five different occasions over nine days. The sessions were as follows: 1) pre damage 2) damage, 3) 48 hours, 4) 96 hours, and 5) 168 hours. Pre damage assessments consisted of stature and mass (anthropometric measures), patella tendon moment arm, 5-6ml blood sample, dynamometer familiarization (within pre damage), morphological measures of the patella tendon (tendon size and stiffness) and maximal voluntary isometric knee extension torque measurements at six knee angles (60, 65, 70, 75, 80 and 90°(0°= full extension). Participants were tested at six knee angles to obtain optimal knee angle for maximal voluntary isometric knee extension torque. Participants only performed two practice isometric maximal voluntary contractions, at two knee joint angles during the familiarization session. Stature and mass were measured using a wall mounted stadiometer (Harpenden, Holtain Crymych, UK) and digital scales (Seca model 873, Seca, Germany) respectively. The damage session consisted of maximal voluntary eccentric knee extensions, 5-6 mL venous blood sample, rating of muscle soreness and maximal voluntary isometric knee extension torque measurements. The 48, 96 and 168 hours session consisted of~5-6 mL blood sample, rating of muscle soreness, and maximal voluntary isometric knee extension torque measurements at all six knee angles (60, 65, 70, 75, 80 and 90°).
All tests were carried out in the non-dominant leg. The non-dominant leg was defined as the leg that provided stability during movements, e.g. kicking. Participants were seated in an isokinetic dynamometer (Cybex Norm, Cybex International, NY, USA), with a hip angle of 85°(0°= supine). To reduce any extraneous movement during maximal efforts participants were secured in a seated position using inextensible straps around the shoulders and hips. The isokinetic dynamometer axis of rotation was visually aligned with the knee joint's center of rotation. During pre damage the isokinetic dynamometer settings and anatomical zero were recorded to ensure repeatability in the following sessions.
Vastus Lateralis anatomical cross-sectional area. Vastus Lateralis anatomical cross-sectional area (VL ACSA ) was measured using a real-time B-mode ultrasound (AU5 Harmonic, Esaote Biomedica, Genoa, Italy). With the participant laid supine and their non-dominant leg fully extended (knee angle 0°), the distal and proximal insertions sites of the Vastus Lateralis were identified using an ultrasound probe (7.5 MHz linear array probe, 38 mm wide). At 50% of Vastus Lateralis muscle length echo-absorptive markers were placed in parallel, at intervals of 30 mm, from the lateral to the medial edge of the Vastus Lateralis muscle. The ultrasound probe was held perpendicular to the Vastus Lateralis muscle in the axial plane. The ultrasound probe was moved steadily over the echo-absorptive markers from the lateral to the medial edge of the muscle. Constant, light pressure was placed on the muscle during scanning to avoid compression of the muscle. The images were recorded in real time at 25 frames per second (Adobe Premier pro Version 6, Adobe Systems Software, Ireland). Using video capture software (Adobe Premier Elements, version 10), individual images were acquired at each 30 mm interval. Shadows cast by the echo-absorptive markers allowed the images to be aligned by the outline of the muscle, thus forming the entire VL ACSA in a single image (Adobe Photoshop Elements, version 10). Digitizing software (ImageJ 1.45, National Institutes of Health, USA) was used to measure VL ACSA . This method of calculating VL ACSA has previously been accepted as reliable and valid when compared to MRI, with a reported interclass correlation between 0.998 and 0.999 [23] .
Within males a VL ACSA of 24.3 cm 2 has previously reported to contribute to~32% of total quadriceps anatomical cross sectional area (Q ACSA = 74.9 cm 2 [24] ). Where in females, a VL ACSA of~21 cm 2 has been reported to contribute to 38% of Q ACSA (Q ACSA =~55 cm 2 [25] ). Therefore, assuming the contribution of VL ACSA remains constant within males and females, Q ACSA within males and females was estimated by multiplying VL ACSA by 3.08 and 2.61, respectively.
Torque measurements. At six different knee angles (60, 65, 70, 75, 80 and 90°(full extension = 0°)) participants were instructed to perform two maximal voluntary isometric knee extensions lasting~two seconds with 90 seconds rest between contractions. Torque was presented, in real time, on a Macintosh G4 computer (Apple Computer, Cupertino, CA, USA), via an A/D converter (Biopac Systems, Santa Barbara, CA). Torque measurements were later analyzed offline with the accompanying software (Acqknowledge, version 3.9.2). The highest torque produced at each angle was taken as maximal voluntary isometric knee extension peak torque. The angle where the highest maximal voluntary isometric knee extension torque was produced during the pre session was recorded as optimal knee angle. Optimal knee angle was used to calculate maximal voluntary isometric knee extension torque loss in the subsequent sessions. To calculate loss of maximal voluntary isometric knee extension torque following eccentric exercise, maximal voluntary isometric knee extension torque measurements were repeated 60 minutes post eccentric exercise (to reduce any fatigue effect [26] ) and 48 hours, 96 hours and 168 hours (recovery) post eccentric exercise.
Patella tendon length and cross-sectional area. A real-time B-mode ultrasound (AU5 Harmonic, Esaote Biomedica, Genoa, Italy) was used to measure patella tendon cross-sectional area and patella tendon length at a fixed 90°knee angle. For measuring patella tendon length, the location of the apex of the patella tendon and the superior aspect of the tibial tuberosity were marked using sagittal-plane ultrasound images. The distance between the apex of the patella tendon and the superior aspect of the tibial tuberosity was then measured to calculate patella tendon length. To measure patella tendon cross-sectional area, the ultrasound probe was placed in the transverse plane and images were captured at 25%, 50%, and 75% of patella tendon length (Fig 1a) . The images were later analyzed offline using ImageJ (1.45, National Institutes of Health, USA). A mean of all three images were taken for patella tendon cross-sectional area.
Patella tendon stiffness. The participants were seated in the isokinetic dynamometer, with the knee angle fixed at 90°. Firstly, to obtain peak maximal voluntary isometric knee extension, participants were instructed to perform two maximal voluntary isometric knee extensions lasting~two seconds with 90 seconds rest between contractions. Consistent with previous studies [27] , and the tracking of the patella tendon for the assessment of patella tendon stiffness participants were instructed to reach the peak maximal voluntary isometric knee extension torque, by performing a ramped maximal voluntary isometric knee extension lasting 5-6 seconds. Ramped maximal voluntary isometric knee extension torque and displacement of the patella tendon were synchronized using a 10-V square wave signal generator. Patella tendon displacement was measured over two ramped maximal voluntary isometric knee extensions, once with the ultrasound probe positioned over the distal edge of the patella and on the second contraction over the tibial tuberosity [27] , so that total displacement would be computed from the composite of proximal and distal patella motions (see below). Torque was presented on a Macintosh G4 computer (Apple Computer, Cupertino, CA, USA), via an A/D converter and subsequently analyzed with the accompanying software (Acknowledge, Biopac Systems, Santa Barbara, CA). To create an external marker on the ultrasound images, an echoabsorptive marker was placed on the skin. Using the marker to calculate displacement of the tendon, the distance of the marker (shadow) from an anatomical reference point at the beginning of the contraction, to the position of the shadow at the end of the contraction was calculated ( Fig 1b) . A 10-V square wave signal generator was used to synchronize the ultrasound images with the torque acquisition system. Images were captured at~10% intervals of ramped maximal voluntary isometric knee extension torque [27] . Total patella tendon displacement was calculated as displacement at the apex of the patellar plus the displacement at the tibial tuberosity [27] . Patella tendon forces were calculated as: (maximal voluntary isometric knee extension torque + antagonist co-activation torque) / patella tendon moment arm. Patella tendon moment arm was measured at 90°(full extension = 0°) in the sagittal plane, from a dual-energy X-ray absorptiometry scan (frame 23.3 cm x 13.7 cm, Hologic Discovery, Vertec Scientific Ltd, UK), and subsequently analyzed using a DICOM image assessment tool (OsiriX DICOM viewer, ver. 4.0, Pixemo, Switzerland). Patella tendon moment arm length was determined as the perpendicular distance from the center of the patella tendon to the tibiofemoral contact point. Dual-energy X-ray absorptiometry scans have been compared to MRI measures, demonstrating consistent reliability and validity against this standard [28] .
To compute tendon forces, the calculation of antagonist co-activation torque is described below. The force-patella tendon elongation curve stemming from data at every 10% of maximal voluntary isometric knee extension was then fitted with a second-order polynomial function forced through zero [27] . The tangential slope at discreet sections of the curve, relative to maximal voluntary isometric knee extension force, was computed by differentiating the curve at every 10% force intervals. In addition, to standardize the comparison of tendon stiffness at an absolute load, the slope of the tangential line, corresponding to the maximal voluntary isometric knee extension force of the weakest participant, was computed for each subject.
Co-activation. To determine co-activation during the ramped maximal voluntary isometric knee extension, Electromyogram (EMG) of the long head of the bicep femoris was measured. Guided by an axial-plane ultrasound of the long head of the bicep femoris, two bipolar electrodes (Ambu, Neuroline 720, Denmark) were placed in the mid-sagittal line at 25% of bicep femoris muscle length (distal end = 0%). A reference electrode (Ambu, Blue Sensor, Denmark) was placed on the lateral tibial condyle. The electrodes were placed in a bipolar configuration with a constant inter-electrode distance of 20 mm. Prior to electrode placement; the skin was shaved, gently abraded and cleansed with an alcohol wipe to reduce skin impedance below 5000 O. To minimize cross talk, and ensure a mid-sagittal placement of electrodes, ultrasonography was used to identify the medial and lateral aspects of the bicep femoris muscle. The raw EMG signal was amplified (×2000) and filtered (through low and high pass filters of 10 and 500 Hz respectively) with the sampling frequency set at 2000 Hz. Ramped maximal voluntary isometric knee extension torque and bicep femoris EMG were recorded in real time and synchronized using an external square wave signal generator. Participants performed two maximal voluntary isometric knee flexions at 90°knee angle. They were instructed to perform maximal voluntary isometric knee flexions rapidly and as forcefully as possible against the dynamometer's lever arm. The participants were instructed to relax once a two second plateau had been attained (as observed on the dynamometer screen display). The integral of the root mean square of the bicep femoris EMG signal, was calculated 500 ms either side of instantaneous maximal voluntary isometric knee flexions maximal torque from the contraction corresponding to the highest maximal voluntary isometric knee flexion torque. Prior to contraction the baseline signal noise was calculated as the integral root mean square over 1s and removed from the measured EMG during maximal voluntary isometric knee flexion and maximal voluntary isometric knee extension. At every 10% of ramped maximal voluntary isometric knee extension torque the absolute integral of the bicep femoris EMG was taken over 250 ms. Coactivation torque was calculated as, (bicep femoris EMG during ramped maximal voluntary isometric knee extension / bicep femoris EMG during maximal voluntary isometric knee flexion) × peak maximal voluntary isometric knee flexion torque at 90°knee angle [27] . This equation assumes that the bicep femoris is representative of the entire hamstring [29] , and that a linear relationship exists between bicep femoris EMG and maximal voluntary isometric knee flexion torque [30] .
Patella tendon stress / strain relationship. Patella tendon strain was calculated as a ratio of total patella tendon displacement and patella tendon length. Patella tendon stress was calculated as: patella tendon force (N) / patella tendon cross-sectional area (mm 2 ).
Young's modulus. Young's modulus was calculated as, patella tendon stiffness × (patella tendon length (mm) / patella tendon cross-sectional area (mm 2 )).
'Damaging' Eccentric exercise. Prior to eccentric exercise, a warm-up of 10 isokinetic knee extensions and knee flexions were carried out through the full test range of motion (20-90°, at 60°Ás -1 ), ensuring a progressive increase in effort (with the last contraction being maximal). For the eccentric exercise, the knee extension range of motion was set at 20-90°( 0°= full extension). Participants were asked to perform six sets of 12 maximal voluntary eccentric knee extensions, which has previously been reported to induce significant EIMD [31] . The eccentric phase of the contractions was performed at an angular velocity of 30°Ás -1 [31] . The concentric phase was performed sub-maximally at an angular velocity of 60°Ás -1 to minimize fatigue and enhance eccentric damage [32] . In a subpopulation of participants (n = 6) the concentric phase throughout the damaging protocol was measured at the angle consistent with peak maximal voluntary contraction torque. Values for concentric torque remained below 25% of maximal voluntary contraction, therefore at least nominally we refer to the EIMD as "Eccentric" rather than "Stretch-shortening" in nature. This keeps our terminology (and implementation) of isokinetic eccentric contraction consistent with previous. Two minutes' rest was provided between each set. Participants remained seated in the isokinetic dynamometer throughout the entire exercise protocol, including rest periods. Visual feedback and verbal encouragement was continuously provided throughout the protocol. Maximal voluntary eccentric knee extension torque was recorded throughout each contraction and displayed via the torque acquisition system. For each set, peak maximal voluntary eccentric knee extension toque was determined as the highest torque out of the 12 repetitions. Average peak maximal voluntary eccentric knee extension torque was calculated as an average of peak maximal voluntary eccentric knee extensions across six sets.
Change in Vastus Lateralis fascicle length during the eccentric protocol. A real-time Bmode ultrasound (AU5 Harmonic, Esaote Biomedica, Genoa, Italy) was used to measure Vastus Lateralis fascicle length during maximal voluntary eccentric knee extensions. The ultrasound probe (7.5 MHz linear array probe) was fixed at 50% of Vastus Lateralis muscle length in the mid-sagittal plane of the non-dominant leg. A hypo-allergenic ultrasound gel (Parker, Park Laboratories Inc., Fairfield) was used to enhance acoustic coupling between the skin and the ultrasound probe.
During the first set (out of six) of maximal voluntary eccentric knee extension contractions, ultrasound images were recorded onto a PC, in real time, at 25 frames per second (Adobe Premier pro Version 6). An externally generated square wave signal was used to synchronize the ultrasound images with the torque acquisition system. Three maximal voluntary eccentric knee extension contractions were chosen from the first set of 12 repetitions for architectural analysis. Using frame capture software (Adobe Premier Elements, version 10), an ultrasound image (frame corresponding to every 10°of knee angle, ranging from 20-90°) was acquired for offline analysis using ImageJ (1.45, National Institutes of Health, USA). To ensure there was no movement artefact included in the measurement of fascicle length, an echo-absorptive marker was fixed on the skin to provide a visual reference point for the internal structures. If movement of the reference line was observed, the contraction was discarded and another repetition was chosen for analysis.
Using digitizing software (ImageJ 1.45, National Institutes of Health, USA), Vastus Lateralis fascicle length was analyzed offline at every 10°knee angle (range 20-90°, 0°= full extension) throughout the maximal voluntary eccentric knee extension. Fascicle length was measured from the visible insertion of the fibre into either the deep and superficial aponeurosis [33] . Where the fascicle extended longer than the ultrasound image (frame width 3.50 cm and height 4.15 cm), linear continuation of the fascicle and aponeurosis was assumed. Using ultrasound a 2-7% error has been associated with assuming linear continuation to calculate Vastus Lateralis fascicle length at 120°knee angle [34] . To reduce error associated with the estimation of Vastus Lateralis fascicle length, an average of three fascicles across the image was taken. Change in fascicle length is presented as fascicle length at a knee angle of 90°made relative to fascicle length measured at a knee angle of 20°; hereafter termed "relative fascicle lengthening" and reported as a percentage change from starting length at 20°.
Muscle soreness. Muscle soreness was measured using a visual analogue scale. The visual analogue scale consisted of a line which was 100 mm long, with 0 mm labelled and denoting "No pain at all" and 100 mm labelled and denoting "Unbearable pain". Seated in the isokinetic dynamometer the non-dominant leg was passively moved through a full range of motion at 30°Ás -1 . Participants were asked to mark the visual analogue scale, between 0 mm-100 mm, to denote the level of pain they experienced during the passive movement. The visual analogue scale has been reported to be a valid and reliable measure of muscle soreness (Inter class correlation > 0.96 [35] ).
Blood samples. Venous blood samples were taken to measure CK levels. A 21-gauge needle was inserted into the antecubical vein of the forearm, using a 10 mL syringe. Approximately 5-6 mL of blood was drawn into a serum collection tube. The sample was left on a crushed ice bed for 60 minutes. The sample was then centrifuged at 4500 rpm at 0°C for 10 minutes. Using a 200-1000 μl pipette (Eppendorf), the resulting serum sample was separated into three aliquots (~500 μl each) and stored in eppendorfs at -20°C until CK analysis was performed. Creatine kinase levels were measured using standard enzyme-linked immunosorbent assay (ELISA) procedures, measured at optimal density 340 nm (BioTek ELx800 96 well Microplate Reader) and immediately analyzed (Gen5, version 2.0). Each sample was run in duplicate-quadruplets using an EnzyChromTM CK Assay Kit (BioAssay Systems, Hayward, CA, sensitivity 5 U/L, intra-assay variability < 5%). An average of two-four readings was taken. CK activity is reported in absolute and absolute change ((ΔCK ABS ) i.e. the peak CK value-the pre CK values) terms. Although CK is used as a marker of EIMD and does represent an extracellular expression of an intracellular protein [3] , it is not possible to decipher whether an increase is due to a change in cell membrane permeability or structural damage [36] . Therefore, data from CK will be considered as a quantitative measure of damage with the caveat in mind that any difference between sex may not allow for a distinction to be made in whether this difference is due to a difference in membrane stability or contractile disruption.
Statistics
Statistical analyses were carried out using the statistical software package SPSS (v.19, Chicago, IL) for Windows and Microsoft Excel. To ensure the data were parametric, the Levene's and Shapiro-Wilk tests were used to assess the variance and normality of the data. If parametric tests were violated, the equivalent non-parametric tests were used. For sex differences in anthropometric measures, VL ACSA , Q ACSA and patella tendon properties, independent T-tests and Mann-Whitney U tests were used. A 2×5 mixed design analysis of variance (ANOVA) (between factors: sex (2 levels), and time from EIMD (5 levels)) was used for muscle soreness, torque loss and CK levels. Wherever the assumption of sphericity was violated, the Greenhouse-Geisser correction was used. When a significant group effect was found an independent T-tests was used (planned contrast) with LSD correction. Since an association was reported between change in CK levels and maximal voluntary eccentric knee extensions normalized to Q ACSA , an analysis of covariance was used. Using G Ã Power (software version 3.1.9.2, University of Kiel, Germany) Cohen's d was calculated for maximal voluntary isometric knee extension torque loss and peak CK. Significance was set at p 0.05. Data are presented as mean ± standard deviation.
Results

Anthropometric measurements
There was no significant difference in age between males and females (p = 0.326). Males had significantly greater mass (p = 0.009) and were taller (p = 0.007) than females. Pre damage peak maximal voluntary isometric knee extension torque was significantly higher in males compared to females (263 ± 27 Nm, 190 ± 33 Nm, respectively, p = 0.0004). Other dimension and functional characteristics of the population are described in Table 1 .
VL ACSA properties
VL ACSA was 19.6% higher in males compared to females (24.4 ± 3.9 cm 2 and 20.4 ± 3.4 cm 2 respectively, p = 0.019). Estimated Q ACSA was 26.0% higher in males compared to females (72.8 ± 14.0 cm 2 and 53.9 ± 8.51 cm 2 respectively, p = 0.0001).
Tendon properties
Patella tendon properties for males and female are presented in Table 1 . Patella tendon length was 14% longer in males compared to females (p<0.05). Patella tendon cross-sectional area was 39% larger in males (p<0.05). Ramped maximal voluntary isometric knee extension was 36% higher in males compared to females (P<0.05). Patella tendon moment arm length was 12% longer in males compared to females (p = 0.0007). Tendon stiffness and Young's modulus at maximal voluntary isometric knee extension was 54% and 35% (respectively) higher in males compared to females. To account for the significantly higher ramped maximal voluntary isometric knee extension torque in males, the patella tendon force corresponding to the highest ramped maximal voluntary isometric knee extension torque of the weakest participant (independent of sex) was used to calculate standardized patella tendon stiffness at a standardized force (2330 N). Standardized patella tendon stiffness (males 998 ± 329 NÁmm Á1 , females 542 ± 119 NÁmm Á1 , p = 0.003) remained significantly higher in males compared to females. Torque production during maximal voluntary eccentric knee extensions Average peak maximal voluntary eccentric knee extension torque of each set (six in total) was significantly higher in males compared to females (p = <0.05). Peak maximal voluntary eccentric knee extension torque averaged over six sets was significantly higher in males compared to females (255 ± 50 Nm and 167 ± 29 Nm, respectively, p = 0.0001). When peak maximal voluntary eccentric knee extension torque was normalized to Q ACSA , there was no significant difference between males and females (3.40 ± 0.78 NmÁcm 2 and 3.15 ± 0.66 NmÁcm 2 , respectively, p = 0.160). Peak maximal voluntary eccentric knee extension torque relative to pre damage maximal voluntary isometric knee extension torque, was not significantly different between males and females (97 ± 17% and 87 ± 12% respectively, p = 0.139).
Vastus Lateralis fascicle length
Fascicle length at 20°knee joint angle was not significantly different between males and females (6.86 ± 0.31 cm, 6.67 ± 0.75 cm respectively, p = 0.197). The increase in fascicle length from 20°to 90°knee angle during maximal voluntary eccentric knee extension was 36% higher in males compared to females (3.84 ± 0.92 cm, 2.82 ± 0.45 cm, respectively, p = 0.007). Vastus Lateralis fascicle length at 90°knee angle made relative to fascicle length at knee angle of 20°, was significantly greater in males compared to females (56.0 ± 13.6% and 43.7 ± 10.1%, respectively, p = 0.034).
Change in optimal knee angle
Pre-damage, optimal maximal voluntary isometric knee extension knee angle was not significantly different between males and females (median, 75.0 ± 10.0°, and 75.0 ±. 10.0°, respectively, p = 0.458). Post EIMD both males (90.0 ± 5.0°, p = 0.002) and females (median 80.0 ± 5.0°, p = 0.007) demonstrated a significant rightward shift in maximal voluntary isometric knee extension optimal angle. There was no significant difference in the magnitude of the rightward shift at the maximal voluntary isometric knee extension optimal angle between males and females (p = 0.099).
Torque loss
Maximal voluntary isometric knee extension torque loss expressed as a percentage of pre-damage maximal voluntary isometric knee extension torque (males 263 ± 27 Nm and females 190 ± 33 Nm) is illustrated in Fig 2. A two-way mixed model ANOVA for maximal voluntary isometric knee extension torque loss reported a significant main effect of time (p = 0.0005), however there was neither a sex effect (p = 0.201) nor a time × sex interaction (p = 0.324). There was no significant difference in peak maximal voluntary isometric knee extension torque loss between males and females (22.5 ± 8.5% and 27.1 ± 13.1% respectively, p = 0.332, Cohen's d = 0.44).
CK levels
Absolute CK response for males and females is illustrated in Fig 3a. A two-way mixed model ANOVA for the CK response reported a significant main effect of time (p = 0.004), group effect of sex (p = 0.0004) and interaction effect (p = 0.014). Pre-damage CK was not significantly different between males and females (138 ± 140 UL and 80.8 ± 56.7 UL, respectively, p = 0.097). Absolute peak CK was significantly higher in males compared to females (1607 ± 1247 UL and 409 ± 421 UL, respectively, p = 0.003, Cohen's d = 1.05). ΔCK ABS was significantly higher in males compared to females (1468 ± 1247 UL and 329 ± 441 UL, respectively, p = 0.005).
Creatine kinase response made relative to Q ACSA for males and females is illustrated in Fig  3b. A two-way mixed model ANOVA for CK response made relative to Q ACSA reported a significant main effect of time (p = 0.003) and a group effect of sex (p = 0.004), however there was no significant interaction effect (p = 0.112). ΔCK ABS made relative to Q ACSA remained significantly higher in males compared to females (18.4 ± 15.7 ULÁ cm 2 and 6.84 ± 10.75 ULÁ cm 2 , respectively, p = 0.043).
A significant correlation was observed between maximal voluntary eccentric knee extension torque made relative to Q ACSA and ΔCK ABS (r = 0.635, p< 0.001), it was therefore considered as a covariate of CK. The analysis of covariance revealed a significant effect of sex on ΔCK ABS when controlling for average peak maximal voluntary eccentric knee extension torque made relative to Q ACSA as a covariate (p = 0.0001, Cohen's d = 0.468).
CK Correlation
Within males and females there was no significant correlation between ΔCK ABS and relative patella tendon stiffness (r = -0.260, p = 0.220 and r = 0.086, p = 0.419 respectively). Using the population as a whole, there was no significant correlation between ΔCK ABS and relative patella tendon stiffness (r = 0.184, p = 0.212). 
Eccentric Muscle Damage in Males and Females
Within males and females there was no significant correlation between ΔCK ABS and relative change in fascicle length (males r = 0.037, p = 0.457 and females r = -0.109, p = 0.382). Using the population as a whole, there was no significant correlation between ΔCK ABS and relative change in fascicle length (r = 0.251, p = 0.136).
Muscle soreness
A two way mixed measures ANOVA for muscle soreness reported a significant main effect of time (p = 0.0004); however, there was no significant group difference of (sex, p = 0.395) or interaction effect (p = 0.759). For both males and females, peak muscle soreness occurred 48 hours post EIMD. There was no difference in peak muscle soreness in males and females (4.82 ± 2.23 and 3.75 ± 1.68, respectively, p = 0.134).
Discussion
The aim of the current study was twofold, firstly to determine whether there is a sex difference in EIMD; and secondly, dependent on the outcome of the first aim, to establish whether tendon stiffness may explain the potential sex difference in EIMD. The three main findings of the current study are as follows: 1) maximal voluntary isometric knee extension torque loss and muscle soreness post EIMD do not differ between males and females, 2) the CK response is significantly higher in males compared to females following EIMD, and remains higher when maximal voluntary eccentric knee extension torque relative to Q ACSA is considered, and 3) patella tendon stiffness and fascicle lengthening do not contribute to the sex differences in CK.
In agreement with previous literature [11, 14] the current study reports no sex difference in maximal voluntary isometric knee extension torque loss post EIMD. Our findings concur with Sayers and Clarkson (14) , despite the current study reporting substantially smaller maximal voluntary isometric knee extension torque loss (23% and 27% versus 54% and 60% in males and females respectively). The greater maximal voluntary contraction torque loss reported by Sayers and Clarkson (14) can be attributed to the current study exercising the lower limb rather than the upper limb, which is consistent with previous data [16] . The similar loss of maximal voluntary isometric knee extension torque in both sexes within the current study, may be supported by the findings of Stupka, Lowther (12) who, using muscle biopsies of the Vastus Lateralis, found no sex difference in structural damage (z-disk streaming) post EIMD. On the other hand, the current study contradicts the findings of Sewright, Hubal (7) who reported maximal voluntary contraction torque loss to be significantly higher in females compared to males immediately following 50 eccentric contractions of the elbow flexors. Interestingly, Sewright, Hubal (7) reported no further difference in torque loss post EIMD (12, 72, 96, 168 and 240 hours post EIMD). As no difference in maximal voluntary contraction torque loss was reported at any other time point, Sewright, Hubal (7) attributed the loss in maximal voluntary contraction torque immediately post EIMD to fatigue rather than EIMD. Therefore, when the confounding factor of fatigue was avoided in the current study (by measuring maximal voluntary eccentric knee extension torque loss 60 minutes after the damage protocol [26] ), it can be concluded that a sex difference in torque loss post EIMD does not exist in the knee extensors. Although participant numbers (n = 22) were sufficient to report a medium effect (Cohen's d = 0.41), subsequent power analysis revealed that 132 participants would be required to achieve a large effect (Cohen's d ! 0.8). This large sample size is consistent with the large variability of maximal voluntary isometric knee extension torque loss observed in the present study, and is consistent with others. For example, within the current study maximal voluntary isometric knee extension torque loss ranged from 13-36% in males and 9-43% in females, this broad ranging response is consistent with previous EIMD research that has identified large variability associated with responders and non-responders to EIMD [16] .
Despite no sex difference in maximal voluntary isometric knee extension torque loss, a significant sex difference in the CK response was reported within the current study. The CK response in both males and females followed the typical CK response post EIMD, with a peak at 96 hours post EIMD [37] . Furthermore, the elevated CK in males compared to females in the present study is consistent with the CK responses observed following both eccentric contractions in elbow flexors [7] and knee extensors [8, 9] . Specifically, we have demonstrated that the acute CK response following EIMD observed by Wolf, Fragala (8) and Joyce, Sabapathy (9) , persists past 24 and 48 hours (respectively), to remain significantly higher in males 168 hours post EIMD. To account for the larger muscle mass in males within the current study, and the potential confounding impact this could have, CK was also presented relative to Q ACSA . Creatine kinase normalized to Q ACSA remained significantly higher in males. Thus suggesting that the greater muscle mass in males does not contribute to the greater CK levels post EIMD. A sex difference in CK post EIMD is not consistent with Stupka, Lowther (12) who reported no sex difference in CK following eccentric exercise of the lower limbs. Despite exercising the same muscle groups, the discrepancies between Stupka, Lowther (12) and the current study may be attributed to Stupka, Lowther (12) measuring CK 48 and 144 hours post EIMD, whereas CK is suggested to peak 72-96 hours post EIMD [37] .
In further contrast to ours (CK response significantly higher in males compared to females) and those reporting no sex difference in the CK response [12] , others have reported males to have lower CK and maximal voluntary isometric knee extension torque loss than females following EIMD [10] . However, it is possible that mode of EIMD (step exercise) and the omission of information on contraceptive pill use, or menstrual cycle may contribute to these differences within the literature. Therefore, the current study confirms, following maximal voluntary eccentric knee extensions, peak CK response is significantly higher in males compared to noncontraceptive pill using females.
When maximal voluntary isometric knee extension torque loss is taken as the primary marker of EIMD, the current study can conclude that there are no sex differences in EIMD however, if CK is used as the primary marker of EIMD, a sex difference is present. It remains unclear however, why a sex difference in CK has been reported within the current study. The higher CK levels following EIMD in males compared to females may be attributed to three factors, these are: 1) Significantly higher patella tendon stiffness in males, 2) greater Vastus Lateralis fascicle lengthening in males and 3) greater maximal voluntary eccentric knee extension torque in males. Firstly, higher circulating oestrogen levels have been reported to alter tendon properties [38] , specifically lowering tendon stiffness in females [39] . In agreement with previous literature, the current study reported males to have significantly higher tendon stiffness compared to females [27] . Previously, differences in tendon properties have been suggested to explain differences in EIMD between compliant and stiff hamstrings however, the role of the tendon on EIMD has yet to be evidenced experimentally [40] . Within the current study there was no significant correlation between patella tendon stiffness and ΔCK ABS , in males, females or when participants were pooled by sex. Therefore, it is likely that sex differences in patella tendon properties do not explain sex differences in CK and some other factors are contributing to the reported sex difference.
Secondly, the higher CK in males may be attributed to the significantly lower fascicle lengthening in females. In situ animal studies the magnitude of fascicle strain, denoted by fascicle lengthening has been concluded as the main determinant of EIMD [2] , in vivo however the role of fascicle lengthening on EIMD remains unclear [41] . Within our previous work [20] and within the current study, Vastus Lateralis fascicle lengthening was significantly higher in males compared to females during maximal voluntary eccentric knee extensions. Higher fascicle lengthening in the males may increase the number of fascicles extending onto the descending limb of the length tension relationship, thus increasing EIMD [42] . The current study however, showed no relationship between Vastus Lateralis fascicle lengthening and ΔCK ABS , suggesting that greater Vastus Lateralis fascicle lengthening in males does not explain the sex difference in CK.
Thirdly, the higher CK in males, compared to females, may be attributed to the higher maximal voluntary eccentric knee extension torque in males compared to females. In vitro animal studies have attributed EIMD to the magnitude of eccentric torque, within in vivo studies however, the association between eccentric torque and EIMD remains undetermined [43, 44] . Peak maximal voluntary eccentric knee extension torque was significantly higher in males compared to females within the current study. However, when peak maximal voluntary eccentric knee extension torque was normalized to Q ACSA and accounted for as a covariate, CK values remained significantly higher post EIMD in males compared to females. Therefore, although maximal voluntary eccentric knee extension torque made relative to Q ACSA has an interaction with ΔCK ABS (as would be expected given the greater strength and CK of the males), it did not fully account for the sex differences in CK following EIMD.
Within the current study the higher CK response in males could not be attributed to sex differences in patella tendon properties, Vastus Lateralis fascicle lengthening or maximal voluntary eccentric knee extension torque; it is possible therefore, that damage is equivocal between the sexes (evidenced by similar maximal voluntary isometric knee extension torque loss and muscle soreness), but in females oestrogen may suppress the release of CK. Oestrogen has a high antioxidant capacity in skeletal muscle and enhances cell membrane stability [45] . The suggested protective role of oestrogen has been investigated through the use of the oral contraceptive pill [9] . The oral contraceptive pill suppresses the natural fluctuation in oestrogen levels throughout the menstrual cycle [39] . For example, following maximal voluntary eccentric knee extension reported the CK response and the rightward shift in optimal knee angle post EIMD to be significantly greater in female oral contraceptive pill users (low oestrogen levels) compared to female non-users (high oestrogen levels). Therefore, within the current study the higher CK response in males (low oestrogen levels) compared to non-contraceptive pill using females (high oestrogen levels), may be attributed to oestrogen maintaining the structural integrity of the cell membrane within non-contraceptive pill using females. Thus, by maintaining the structural integrity of the cell membrane, oestrogen may reduce the leakage of CK into the serum and giving an impression of lower EIMD. However, the direct influence of oestrogen on sex differences in EIMD has not directly been confirmed. Although CK has historically been used as an indirect marker of EIMD [46] , recently the validity of CK has been questioned [47] . In addition to large variability, it remains unclear as to whether CK is a true representation of muscle function and the magnitude of damage post EIMD, but may reflect the membrane permeability to intramuscular proteins [47] . Therefore, within the current study our findings are presented with the caveat that the elevated CK may represent a loss of membrane stability, rather than an inherent increase in EIMD per se [36] . In support of CK representing a loss of membrane stability, significantly higher levels of CK in males and oral contraceptive users compared to non-users has been attributed to the membrane stabilizing role of oestrogen in females [5, 9] .
Conclusion
The current study can conclude that it is dependent on which marker of EIMD is used as to whether a sex difference in EIMD can be reported. It is anticipated that maximal voluntary isometric knee extension torque loss is the best indirect marker of EIMD [3] , whereas it remains unclear whether CK is a true indicator of contractile disruption following EIMD [47] . Within the current study significantly higher tendon stiffness, fascicle lengthening and maximal voluntary eccentric knee extension torque in males, could not explain the lower ΔCK ABS in females. Therefore, the lower CK in females may be attributed to oestrogen increasing membrane stability, thus giving the impression of greater EIMD in males [9] . Therefore, with the caveat associated with CK in mind, using maximal voluntary isometric knee extension torque loss as the primary marker of EIMD, the current study concludes a sex differences in EIMD does not exist.
